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(57)Abstract 

PROBLEM TO BE SOLVED: To enable the search for a cancer metastasis suppressing 
agent, etc., using a hew cancer metastasis ability as an index and examine the cancer 
metastasis ability by comparing the expression level of a connexin 26 gene of a cancer 
cell with the expression leve! of the gene in normal cell. 

SOLUTION: This examination method for cancer metastasis ability uses the expression 
level of connexin 26 as an index. The cancer metastasis ability of a cancer cell is 
examined by using a new cancer metastasis ability index and enabling the use of the 
index for the screening of a cancer metastasis suppressing agent by using a primer 
composed of a DNA having a chain length of 15 nucleotides and specifically hybridizing 
a DNA having a base sequence of formula with an mRNA coding for a region exhibiting 
a gap bonding activity of at least connexin 26 as the expression level of connexin 26 
gene in a cancer cell, quantitatively analyzing by RT-PCR method, etc., and comparing 
the result with a value obtained by the quantitative determination of the expression 
level of connexin 26 gene in a normal cell. 
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UfflFlHtoffH] 

y 2 6 £ 3 - b'-t&mRNA<Og4£ i -5 TSWBf h 

mm i fcK»o«aE*». 

MS*c***l*3 2 6 ? >v\-?|t<D5£ifc J: -> 
Xg£ *tf£&^tfr08t3lE2r8;. 

b ) £ttHb£ft& a ) ^^WVfCgiStllg, 

c ) a ) W'«^«t=iS^-r*fil*lMfc'&ft*aSR't* 
XH 

[ft^i o ] mmi£iiWW7yyj*%mmmmfrt>% 
^.rna^ r 5 u -t-s> -sit im 9 izi mcr>x 9 v -- 

wmm. 

[00 0 1] 
[00 02] 

mnTM^mzmmLmmzmte~$-hmgizwo. k 



t**>i>. 

[0003] ^ofe^ti. ]Rife**»fe<ojiBi. mm<o 

4-)T^4. HIRfcrti. £<o-aw>setett«**aw» 
#»5-LTV** SttTfc 0 . ZcT&fcmij&zlzMW 

Hf(MMP)fc0faf*1.4HB^)7*O-7 1 -r— tfCOgttftti. & 

5fet=*aaBU"rV"k< t . ii»rg®(Extracellular mat 
rix; ECM)(7)^g?vS14«S^^rg*T'$)^. MMPJi. ZC0 
ECm-ftMlzMK M# LT v> •!» i: $ ttT V ^ . *<?>tzm 

wsmmzte* mmt Lx$m*mt>hixx\ihi><?> 

A^^ttSrHifcfrW-r * - 1 . 4 fc« 

*Mftllzmm-t2> t IfZX 0 . H*S:1E»<0l»jt*^t 

[0004] ?R£4Tt=«feS*lTV^4aHE»BBlEK- 

ferential display) fci oT^l.§fLT „ sjsf&BjO 
HflS«fc:*JV>-CfflV^F10ifflJKi:BL6«IK*fiJfflU. T-f 

7rUyy+/l'- -r -f xyis—mzx-oxitanwzizm 

3t-r45BfiK ; F<OJl«iSrSS»fe«S*>*i (Cancer Res.5 
6, 875-879. 1996). L^Lm^l$^jlf5 J PO^< 

[0005] -^r. ^fflflara^^m^^-o t lt, ^ 

+ 7 7^(Gap junction) 36*53] feilTV^i. ^ 7 7l 

^•(4. wmv>m$&<r>$> < x'^tihmm^m^m^x 
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z (TMmmmzjY ixmrnrnx-^m^mb x v > 
— mn^y^n^wmmm-hztiix' 
zcommzmmLx. ^+7^77*^ k 

D?(4iX & #tfcoW!l?&£:rlT v ^ s . -rtcfrib . 
«ffllSfc4HFdilOOO-150(^^abKfe*t«»$-*« AS 
OHMS i: SattS-fr* . WiM>IBI"C3f> >y 71S^W»J«S 
*ufc*&(=tt* «*fe«3m*<o«ilflafc:SWrr* ( .lit 

£>•?>. 

[0 0 0 6] 3*;V^lt rJ^dfv-XconnexinJtDf 
V*&. Stei-Cfcl 2m<T>3**i'>WfflfeZtlXt3 

ivO**. T&^>^=HSB^m^\Z 4 '*) . iKoW) 
StfiStegSAfc 3*^^^WH«**BBfe*»te*->-fe. fck 
;Li4\ £ la a** ^32 (Cx32) I4»(514 

WS^tt^ST'^SX-l inked Charcot-Marie-Tooth dis 
ease (CMTX) <7)MSafE^T'$>l) (Science 1993 Dec 2 
4; 262 (5142): 2039-2042). ttzaia **i/y/ =2* 

df^>43 (cx43) tmnTmAznmm&m-t&m 

fzH4^ST*£>-2>visceroatrial heterotaxia syndrome 
(VAH)OfCIS3fifE^k$:rlTl^l> (N Engl J Med 1995 M 
ay 18; 332 (20): 1323-1329). LT /32a ^>>>/ 
=t**is>2 6 (Cx26) {4. ifiS1Sffil8^STS> h aut 
osomal recessive non-syndromic deafness (DFNB1) (N 
ature 1997 May 1; 387(6628): 80-83) k autosomal dom 
inant non-syndromic deafness (DFNA) (Nature 1998 M 
ay 28; 393 (6683): 319-320) <7)M!BMixr¥-X'$>& Z b 

[ooo7] tz ^x-mmmm^m^^i-Mi. 
v?i&&*m^xumMh^tifflmzmz.t>ti&^ofo 
mm^tix s ?t. zcommimnn^x ? £je«?l 

zimsmzizmt tx ^zmmmmizimm tx^% 

V^tfirf-fcLT. 3^y>2 6 (OT. Cx26k«Bg-f 
•i>*&-£-i£>-g> ) ##JI£;rlfc(Proc Natl Acad Sci USA 
1991 Apr 1; 88 (7) : 2825-2829) . SOL ISHWfc Cx26 

ti. z-Y^Mz&^xnmmmm&iigegizi&T 

U Cx26{4?L^^i3V^-C3Sjrp$iJa(5^i: LT^flSSE* 1 * 
& i k i&fm 2 tit:. $ fcHeLa fflMlZti V *T Cx26 



\,yo;u yy-MMkzmftt&zbtm&ztu-z 

(Cancer Res 1997 Jul 15; 57 (14): 2929-2932). 
LMS^O»rci4Cx26i:Cx43 t&&RLXtS*) (Neu 
rosurgery 1999 Feb; 44 (2): 361-369). jEfSSJRTIi 

cx26 <?>mLiinmzi&^-j3. ft&mnm&o&xK 

(4Cx26 (DfmitfmmLX^^tz (J Pathol 1998 Jan; 18 
4 (1): 37-43) i: V * 3 4 £ fc\ A&tt&fUfc** 

t>% btitzmm t mm? ynvz m v vte* k «4#r t 

[0008] 

Lxifm^i. we t-c* mow^m<otm 
msizmow&zmmi-ztzfrvmmzxrv- 
-yr-tkTmnw&zwmb-rz. 

[0009] 

5m=F£m$£t&fc*b. ~v7x&$k<m\jb mm (&fm 
mm) b fio mm (u^mrn) bcomx- cdna 

yJ77V-<Wfh77i'3>Zft^. BL6 mMiZt5 

v ^T«^-r^> 2 o mmnmfcTZMm vtc .^v? 

<0*Jfet±*f6W#4>3& t BB»Lfe (KoboriM, Ikeda Y, Na 
ra H, Kumegawa M, Nojima H and Kawashima H: Large 
scale preparation of a subtracted cDNA library. Ge 
nes Cells 3. 459-475. 1998) iSi&K&cDNA^ 
7 7 U - * 1*3 1 K 9 4 > N'-mRNA^ LT^OjS LM 

-viWteHc B16 0^«lc(4. KIW69ffi («HRa 

it) k@^K^#g (ftTast) ^v^-rti^^^-rs bl6 
mmb . mmmmmm^&tfsmmmiiiL* 
v> fio amah* 1 **. imw^iB'tctt^T 

ti. ■*&m<W7 VvtisB yi,Zl±im%M*-&hitX- 

hh. -ett. mm^titzm.iSFcod-h. n^^>2 

6 Sr (4 ttf> k -Tl. V ^ < o^ae^ k ^tt (Dffl tz—fe 
wm&WfohZbZft&htz. mz^ ttit><n&B=?<r> 
^cDNAS-^a-->^LF10«^ALT-e^§M 

mzmztkfe^tzbzb, •3**i,y2e*mxLtc.m 

Bt«V»TO», BL6ilfflMl^Kv^fm*^5ils:$tL 

4 * t> 0*-k' 5 fr*m&*h tztbz** isy2 6<7) 
Y^±yh • *#-T4 r • 7*- A* BL6 «fc^A 

^■7t -J±COmi&t>K t> b t k BL6 *BJia£fc=fiE 
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[ooio] *m&tkit* z.titzcnfaw.zztlwx* 
fMBfc^JSLJfc. tttottfmt. HlT<nm8»W6l 

a. 

C l 3 $mMt,zt5l?&3**>>y2 6iS^?co^lK 
v2 e^a-Y^hn&m^mzii^xnm-th c i 3 
* c 2 d £3Stt*>*aari£. 

C 4 D att^y2 6Mm?<omil"<-Jl'$:. lufflmz 
■£&ti&a**risy2 6?>;*7Mcr>%.M:t l zJ:~iXmm 
■th C 1 3 fcffi«*>*aE#8s. 

C53 3*^:^2 6 afK^f&Sil^l^ 3**5" 

y 2 6 * >'*?w*&mtotzimtzi!Lmz x 
a. 

C63 =/^^>-2 6a^o^K;PS-. 

C 7 3 : 1 fc^NH«i»9*»oDNAfc1fSW 

fc>vf X-fh\iMX°fo->X. ^3r< t 4, 1 5* 

c 8 3 S50» : 2 t^-rr $ y«Kfli *»r>9vn9 
Ktmrnwizi^TzimZ'ttt. im&m(?>m&mi& 

b ) «SaHfc£*£ a ) WC?«te««!§-£&xe. 

c) a) eo^W«^*t=*S*f 6««Kk^ft*aBI?"r& 
X*S 

c i o 3 wmiksm*? y9J»%i§Mmm*L>%&m 

ft. 

c 1 1 3 c 9 3 i^tt c i o 3 iznm^mizx*)sm 

5 ' -GCGAATTCAGGTGTAAATTTACCAAAAATA-3' 

ryf-feyxi77'f-7- : 

5'-GCGCTCGAGCACCCAAGCTTTCCATCCTGG-3' 



[0011] 

isV2 em.^r?-<r>^v^)ViiEmwm<r>a^^y2 

com&nmx'hh . *^tfo-v^T. m3&m<m&t> 
mtte. m#mzimTn£o*®&t:mm-&. m- 

»-t=. &com&tfm$x^&-*iimz%i 

<0^-m$:l>'ktsi><r>X'hZ>. att>-y2 6bli. t 
9y^9WX'hh. fch • a^y>2 6lt K?iJ# 

: i \z^tmmm * i^&m^z £->x?-vzti 

X^&Zt&BJlbfrZtlX^hU. Cell Biol. 118, 12 
13-1221 , 1992) . =Sr*j . 3 ;Mr x y 2 6 CO i d 

^^mmmzM.m^ix^hmm^m^mmx\ m 

lS&<OWm s 9W9'RKti&&tiZi§-*.&9mi/bZ 
^=5r^MSr^t^3 ^isV2 6 & . -eixtf^lg^ 

J. Cell Biol. 58, 81-89, 1992). foh^tev >y h (J- 
CellBiol. 109 (6 Pt 2), 3391-3401, 1989)iC*3tt?»^ 
^O^^T'Jb-i.. Ztlt>. ■3tti<->2 6<D* : £u 

9i±. tttttt£&^xmoM&&0>&mt'r&z 

btfX'ZZ. 

[0012] ^BHfcfcvvC. =y>2 6mi^Fcr, 

ZmW^Uli. mRNAOte^S. ^^n'^K*. 2>4l->{4 

3^df>->'2 6<^m^ff3^a.^:t'izm^xmm-r 

hZb&Vth. ztibe&mt* \vftit>'jMBi(r>im 

Ltcifi^ xmM.-th Z b rfX'i* h . fc i. (f mRNAi 
{4. RT-PCR. FiSHft, feSt^iy-if^n-y^-f y? 

izj:-~>x%.m.-r&zbtfx'$&. ztiL><7)^mzi£m% 

Sttltts:^^. mTtRT-PCRtcffl^ixii: 
tzibc07°y A •^—'km^.-th . 
(IS5'J#^: 3) 
(B»f: 4) 

a RT-PCR^FISHffitCiO. aWart^mRNAK/W&BSS 
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[0013]^:. ?y^?mm±. 3^yy2 6t 

wswarfsttsrf m ut-f a y r v -fe-r t * -> Tin * £ 

btfX'th. 3*^y2 6(c#SW&fcttMi. tzbl 
a Zymedat b' ^^ffWIlCftttS itT V >|> . & S V 

b LX . 4Mn«*ifete J: 9 * u ? n— *-/wtt*** y ? 
TffiBtf>2rffi£SUlW-* - £ . tz fc iif ^ifflfla 

rmzwK ?**i/y2 6<7>?m\''<)vziimirhc\ 

btfX'ZZ. 

[0014] 3*=Jf xy2 6<0fBKW*/W4.. &MM<V 

tttz-r. im*£&^xi>im'?2>zbtf*imx'b 

4. -ftt-h. lzb*.imtt>lzt$lf&zittSsy2 6eD 
Mk^fy^f'gl'^VZMfet&Zbl.zJ:*) . 3?Mf 

^y 2 eco^w^/PSr^n-i. £ b tfX'% h . i&crm&iz 
&^x. mm^<D&m^<nmmmmtj:x^»,Tbts: 
->tw&. zv>mmLtzimmiz&m'2>3ttzsy2 
6 ^sssL^za^xim-t^ £ i: i±, fffi<oi0iw>8aEfc:tj 

wcMKrflH8£-W4. JflL+<0mRNA<7)*li:. RT-PCRfc: 

tt N ELISAOid^AyTy-fe-f (CfcOMS&tS.Ifc 
4 . # 4>*U: 3 *df y 2 6 c^mRNA ( 4 fc{± ? y 

Lx^mxhh. -r^fr-h. w$m^-. liz^-tumm 

WtflrODNAfc WRWfc-'N-f 7*>J X-t^DNAT'&o 

b KD3^>'/'2 60mRNA*Sra)J^f ^Jtfccor^-^ 
v-^7-n-ri: LXmm-thZb&X'ZZ. *V 

yj Vf-atS/T*- hoi: 5 *&3tefe*. "M^ttS* 
? «^)^MS*W«rtt{fJtcf flfflf S £ i. r«Jt 



31. 7/^l/t'fWyf*v'7*-bOJ:^fi3Ki 

mw&x'&tsmtmw. tmexnv&m&m^&BUG 
mmmm. mm&ttnmftnrzfriz&^wmwKim 

m*&&izfr-£X*vbb-?Z>c\btfX'ZZ>. 

[0016] ^swata. i&wm&mcotf&xmzfai 
x. 3 2 6 zmmb -r * i&<offl&wfflM<oA 7 

h, 

a) 3^S/^2 6^3fir<i:t>df-vynS-&4itt** 
b ) ftttHfr&tt* a ) co^^^fti«$f5II. 

c ) a) <o?ywmzt?&?&m8it-&mt:mtR-?& 

KiE?iJ*^bh4^3*dr^y2 60fl!l. 
7vhW<V£o Zci&cD±lz&$ : -t h i> COX'fo hZ\b i>X' 
t*»L, tb4*^^fflv^;i:ti0. b 

y?mmx%h. 3^>/y2 6(i s^=srfj^>* 

tf • 3*df^>'2 6tfcV'>T{i. ifflMI-^- 
rEl (N5R«b&»<5>!8tir4 1 -6 7fi:OTSyi?iE?'J) 
i;E2 (N5faB3&»6»i"Cl 5 9-18 9ti[W$yStiE 
?IJ ) # 3 * ^ V y if -3 t <0jg-&C«eST* S (Cel 1 1996 
Feb 9; 84 (3) : 381-388) . 

[0017] imw<?)*9 v~~y^mi l zto^x. 3 
**isy2 e&tiizmsik&toco^-rtifrzwmizmm 

itL. WjZMWit&ZblzJ:*)^ 
mmz'iroz\btfX'%&. -fteb-h. fzb titt^i/ 
y26 ( i tzit^^ >y Tte-k h'y -f > ) SrH^-ftL^ffl 

& v^ti. tz b L\i 3 y b'^- h U T/P^ § x h U - tc «t o 

T. m^L^3^i/y2 6 (4/Sti^-y7lS-S'K^ 
-fy) *«i«!$*&ifcfc:J:^T. 3*^^2 6^ 
U --y/f I. £ b tfX'% h . 

[0018] i&&m*9 v--y^mz&\,^xmm 
-thc\b ifx* zmmik-smzte , mm^y^m. m 

f ^7^77'J- RNA7 -f U — . *fil5attai?S. 
<7>mtiMt^WK?>$>X~i> . RNA5-f 7*7 U * ^>«6T 

^mmz-gtsyj 77 u-feitRw«* ! fi«ftfr^j«"f 
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zzbrfx-zzox; mtte&fot Lxmt u^. rna 

(1) *-fDNA^«SrfflVM7RNArf?U ^ 7— Wy-yj v 
— SE^iJ (34ig^) £: ftS:oi8&Stc&£ft^7 y^A&iE 
Wt&Ut U =f * ? P*^- H Sr^-TS . 25igS£#?#> 
Ji'425^1015 aK^^AttSrJ^O^-U^^^ 

(2) Cn*M(CLrT7RNAsKU^5--fe**«*H*-. 7^ 

(5)Clc7)DNA£PCR^t i 9Wlfim-t&. 

[0019] ZCDio^TM^&XMky^ 7? 
RNA^Fii. 77^7-J: 

t±. «wae*fc«pjiwt=ig-&LT^ffl^*«iitt rna 

s-jro o z>fiMcr>teof)mMzm^mmx'Ty'?-?~ft 
mt-thztifix-^h. 

[0020] *m\v>x9 v --ysmizx <oimzix 

[00 2 1] 

w-t&tK *ftm&ztit>mmmzmm2ti& to-cut 
&\ 

CHIfcflaJl 3 HtMLcDNA^ 75 U— *>^n- 

i aKME^tt*) v >7 x 5/- -e$fflflai*BL6 1 . g 



"C*4. F10 i;BL6 M%mfrt>7'T— : J>^-*i'T*<< 
h/CsTFA^&ffl^T^RNA £»ttU -eof^U^dT 
■te/H3-X£ffiWCpoly (A) + RNA SrffiML/i. »J V 
i] — 77^-&£fflWCcDNA 7^77'J-^ 
U 7WSH^^- PAP3 neofcffALfc. 

(M. Kobori et al. Genes Cells Vol.3. 459-475, 
1998) lzm.r>X. BL6 i|fflJi^J^^*lfccDNA 54 
7?V-frt>. FlOMfflStta* fcftjfccDNA 7 4 7*5 V 

-S-HL5lv^lBMkcDNA 54 75 U-£#gSLfc. 
40, IBJ-ffcOISSr^OjgL^. 191500 ^c?-^ 

\\xmfflS8Xt. JttgLTiS^'5uft LTV^^n-y 

ff^il^ccDNA^SlEflJfiBLASTN 7^^'JXAS: 
ffl^T. htgs x-^^-XSr^L^. -e^H. BL6 

[0022] C^66^IJ2D 3D--A^7'J^f-y 

2 x10 s 3D^-jf>fDy^y7i/yth7>'^7T 

— U Cx26. PP2AB' alpha. TIB23 <F> [a 

^ ] dCTP WM Lttti^ticoy H%®W&&8MZ 
<£ts cDHMTa-r tLXm^XX^ V--y7-$:ft 
%^tz. BMtan--*»4,r5^5H*»«UaR«W 

izm&mtfK^z t &sffiffl*&MLxmi,iz. 

[0023] >)xx^v7n7 hjjfSf 

Sffl^ttajtCfcJtoTJi. Hertzberg hSkibbents (E. L. 
Hertzberg and R. V.Skibbens Cell Vol.39, 61-69, 1 

984) ttmzmtxmfy^mzmmt&fzMzT 

)]sAV*mZ'rt-?tz. 1 //g OfflM-^itoltimZlO %SDS- 
PAGE "CBUB*. -<^:t*n>'^>'7'^>' UD^Tft 
«) th7>X7T-Lt. ^>7'l^>£300fg#^L 
7v:UiCx26-7'7X^y^o-7-;Utii#: (Zymed ihS) i: 2 
^SRJiB$-y:. PBST8fe»ft. 1000#5§?L£*-X7T 
-{ «y>- J .'<;U^^^— fe'S^i5t^?^XIgG (Cappel ft 

•fk^^M^ Renaissense (NEN itS) tRISB^. X 
»7^/UAt:f63KLfc. HtSm^SBHLfelO %SDS-PA 

[0024] tmmm4 d fio i:BL6 mmzmi&m* 
( 1 ) .wfla«i:$iflat$* 

• ^7y--7ifflfla»Bl6c7)FlOS<*i:BL6S1*{±. 
X^f-^X^Fidler I.J. n±£ *)m&2tLlz. NIH/3T 

3 $fflfl31fti:ATCC (American Type Culture Collection ) 
J: 9 HAL*:. t^t«ilO % ff^JteiEiHW** 

y 3 K^-f -ffrim ( iiMiSlffi ) t« L7c . 
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It. 

[00 2 5] (2 ) 7— fy/n-y bMft 

t hgSffl^^aUiL^RNA 5//g£l% T#o-x-tf 

yx7r- Lfc. <! ft£ 5 ^A^^7-&T' La- 
ss?] dCTP MfiLTtDNArn-T'i:^^ ruy-^X^-t*: 

7°o-:/£^g!L£. rJ^^>-32 (Dev. Biol., 146, 
117-130, 1991, ffl»550-582) . 3 >-:x37 (J. 
Cell. Biol., 114, 1049-1057, 1991. &g##73-940) 

s n^v-^40 (J. Cell. Biol., 117, 1299-1310, 199 
2. lSS#-§-154-826) , rJ^dfv-^43 (GenBank accessi 
on no. X61576. &g#-§-458-1075) . ■RNAft£aPIMt 
•fhtz^zWi^h 7T3-7/3 -T9 +yb GAPDHfi±3&i: 

°C. O.lx SSC N 0.1% SDS Ttit&LXmftLK:. SSJMfc 
(2 BAS 2000 v-x-ri* (7^'7^/PA||;&£*rM) 
WCfi^fc. 01 a-C^-TidH. FlOtJiVBLSNBKfc: 
fcWC. Cx26<7)mRNAO?g^#*&ffiT'£ N BL6SBJJStfcV^ 

[0026] ( 3 ) n0bBL6mmzMfZCx26?ysW 

JlCx2615t#:$rfflV ^T#— ^24kDa <7)Cx26? W^f#S! 
ft $ iifv: (HI b cry&<7)) **Mzt$ V ^T^EPT*^ L 
ft) . wt^«* J HIBSiX"Cv^i fctty/K'S 

fftCx26*if*tS>fflv^SBito&»<j> . F10*5it>'BL6$fflBa(c:*5{t 
&CX26? y^71<^M, mRNAtf0^3Si:fflW^Si:V^ 

[0027] CHJfepy 5 3 T*I?«8JtJt- k * 5 y-viffl 
(gjic) Sttona 

9 WJ\ F10 * {iBL6fflfla £ * V ftigit L 

4B*ISf*» F10 (122 a<7):£OV\'*/U)4*:l±BL6(H 

2 a^*r«oy^;U)fc<0^»Bj2rfi:Cx26 iftttfcRJCS 
-t*\ &3KS»»»;J9«&Lfc. ^EP(iiMflaMa£<OCx 
26<7)^ftSr^fCV^. BL6«Miat*JV^'CSraF'Sr^HS3ft 
feflfaWlfeilfca*, F10«T1i®3S$*x3r^oft. ft 
«EJftfe<^:ai5^iBL6ittlJia^)iNMa*t=/£< LTivfc 
tK BL6(Dffl1!&mzi>m&ZtLiZ.. £ it B 

[00 28] (2)fef-h7y77r-77-fe^ 



i|IffiB&&A1££3£&X BCECF acetoxymethyl ester (|3) 

eta© ivMt %h x o iztmm>* ? s 

-~?MM£mmLx^hi$w<,zmQi,. 3«*isps*«l 
mmzmfmrntzw*)®*.. zt>iizimmmt&. z 
comm^m^. 3®pbs ximim. ^m-vvyxy 

-S/3^(GJIC)Sg (iMesnil^O^T&(M. Mesnil et al. 
Vol. 55, 629-639, 1995) (CftVflMBUfc. ^7^-7 

*t«D zmmnrnmizmri- h rt^i £ ofljw l 

cECFaattL/si x io 6 {i<7)^9y--rifflfla$:-^tfii5its 
ift-ciftfeLfc. ^mmm^-^msmmmz. a % 

*/W7;l/ftH • 0.1 MU y!8S!f&pH 7.2 $rfflV^T 

^fflv^T. mimiztn?z>mftzwmLt:. *a«w* 

H»fl*Jllt?*«»* tf -9 ^ . BCECFT7^ L^FlOtS 

7V?.7T-T~/m tiO. BL6k»I6HlBSi:^)iao 
^^^^ v7*t£-&&fo<nm*'fx->tz. 4B$f3h%« ft 
«*»^3iaRat«(cJ:i9W!lt)t. BCECF<7)!|g^(±^ 
SrcSrT(H2b). BL6ifflBa*^{ife^*WL. jH« 

ailSj&gfefeSfufe**. Fio*Bjia*^<7)-fesoiE^ii^.<c» 

tlKfritz . 2 BtPalf^ (H 2 c CD±.<7>J U^JU) 1 4 tirmik 
(H 2 c cDTo^N°^;W) nf&&>ad!fi K> Srft«*Jb"CW» 
Il/-f-^M»iti 0«S9ELfc. ^EPO^(± B 
CECFUii F10iWJfikBL6jfflBa**rr. 2B#^ti. F104 

^ &m*ffl&Z-£X\>^Z.k&frfr->ti(m2ccr>ft 
TWW. K»LJtBCECFTJfiife$futi(ifla»i, 
*ic(:ffiBL. BL6.Wfla^^ifll^^iHefla^c7)^6*J=5rfe 
SOSc^'^CLo^C k^$tlfc. 4^fa^500j@OB 
CECFMfflflSSrWSKU^. JH^rt^aiJiafc-SSS^ftft 
SrBA&«Bffl8t*ti4!IL7t. ^0O*fflfla* { feSSrMIHO 
Jlli*rt*HBt«»$*TV^(H3). Lfe 

•t^t oFioifflBaji . 4 i. t> bcecf $■ . ^ifla® 

[0029] ( 3 ) S^*3it/^SCx26. 
32C7) h7yX7i7y3 y(:j;-5 T»4>tl/S^SF10<OG 

Jicvsisoaa^ 

cxTetGJicmtcomi&ztytztiHz-t&tiifriz^ mzm 

Cx26tc^f L H $ i-y h ^iS^r < -faMH&frtt Z. t am 
titlX^^h (A. Duf lot-Dancer et al. Oncogene Vol . 1 
5, 2151-2158, 1997), <K052SRflcSr*83W!> / <.? ^- 
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£F10 (&SVM4BL6) fcUMMBJIU G-418 Wffi*£jll 
F10-Cx26 C60F 

( 6 ofiro^-r-^ y^7x-;l/77-^ffli) 
F10-Cx26 P87L 

( 8 7fi(7)rn U y^D-fyy^) 
F10-Cx26 RM3W 

( 1 4 3$L<7)T)V*?-V*h VThyr AH) 
f?£Mi3±t/^MCx26. 3^dj-^>-32c0h7^X7x^ 

g yic j; -j-cft htitz?mmw^ux . ( 2 ) iz . 

SEttL/£*ffit=J:DGJICi§tt*ai5eLfc. if*MCx26(F 
10-Cx26« 1 -1 «k -2) tb7^7x?^3 yLfcFlO 
ifflfl&o 2 -o<7)3&£ Lfc ? n- >-iiBL6 kit< 
fe«*JlMPrt&«KM^$-frfc (03) . -TixtfcfL 
T F10-Cx26 c 6 o F & X yTlO-Cx26 R 1 * 3 " flUOU: s JlMfP'ajfe 
fflMnWlC^Z&ttK^tWm&Ztltl. F10-Cx26 
p 8 7 1 MMlito-fMzrm&M. t>tifz (0 3 ) . £ cd^ (cfe 
(t-S. F $ i-y h 4 f^try-x h -f & tztblz , Cx 
26" 1 4 3 " <7)cDNA £ . BL6fflfla^ A Lfc (BL6-Cx26 R 1 * 3 « -1 

^gfc'tso, jni«rt&aejB«;ji 

CffltWlZt ,Cif.H,£ft.:Sn&»ofc(ei3) . Cx26t =i*df 

% a ^^f >32cDNA-C 1- =7 >X 7 x 9 is 3 > LfcFlO 

k&htlfzifi^ F10-Cx32 WT -l±5itX-2<7)M^o— y t 
^+-y7lS^3Bjai&^Jlfe#i*3&>-?fc (H3) . 
frt> Cx26#. JflL^F^I^^HBa i: tfWf* v 7tlr&«Bt:«fS1 

[0030] ( 4 ) BCECFTflffll LfciWBai: <0**B* 6 

g&$k&6mmzmfk-t& t . nommcommmzm-f 
zmx&mit. 4 mmmzmmLtctz t n tx-*>^tz 
z\b&$>. nommn. ^M^mxmx-h zzttf^ 
i«s*Lfc(H4 a), nmmiz. tm*mm uvom 

&&&&7f;mi*titim4b) . mz^ ivcaist*s 

M¥£^BL6*m. SbffiJue* 1 . A£<^L 

?t. v^<o*^BL6$fflj!a(iKai : rt*/ffl)ia±^?ftA-r?»a 

mmZ^Ltz. fiL i gfi&M&<7)Tt / z&ALtzBlSffl& 
It. 5E£:lzm?ttt:!ko<DZ\ WtMmX'\±Wttt & Z 
t*iT'^=5r^/i(04c). 

[0031] ] MmwmM<n&mmcr>m 
w 

( 1 ) a*HS»Tvte-f 
2.5 x 10 5 fMjfe (F10. BL6 & mil<c»(Ob7y 

x.y^t-ry hmmm*. 4mme>*z-<v C57BL/6 v 
a»£oA# $ ts 2 a r t ties Efs^ftsi lt ^ 

*-Lfc. 3il», ( Z<7)&fMffil±\M.m 8-10 mm fcig 



[0032] ( 2 ) fiWfgtft 

H3T'«fflt^7y--7TO. tJit^-eoh^y^.^ 

W L£ . r. y M flL t> i: ^BL6«Matil«*fcl^ Liz 

L tzFlOffiM (F10-pAP3neo-l*3 i 1/-2) (i . ( J <t A i: 

(F10-Cx26"-lfc «tlX-2) (i. BL6*ffi)ia fc H t < IfifV 
Sr^Lrc. 2^coffl&&FlQ?v-yiz£'>Xi¥htiJi . 
30--I1 StfetAi. BL6«tc«fc-5T#^.ix^ 
T03D--4«, «V^JJ!lfeT*-3 fc^D i: ltttfflff}X'$>-? 

C60F % F10-Cx26 P87L . F10-Cx26 IU * 3, ^ F10-Cx32 WI -lfc 
itX-2{±. ^Ji:^fc*SE^L 5 5:*^ 7^(125). L*>U -fe 
f^ML6? n-y-Cfc l»BL6-Cx26 R i * 3 »-l±5 XI/ 
-2(i. fck<^BL6iB«BifcRIt<4>v^)lcB4t<7)3a--- 

[0033] C^M^J7 ) fc FJM>/J>#mi80»C*Jtt*Cx26 
<7)RNA CD^^ 
( 1 ) bbflfifg-tf-yr/P 

^ff^A^-fe — fcfe V 1991^*^ 4> 1997¥fc*J V ^ 

t L^. SimS<Xfc«*t4flHitInternational Stag 
ing System for Lung Cancer (C. F. Mountain and C. 
M. Dresler Chest Vol.111, 1718-1723, 1997) iZLtz 

fctzm^z txmg&ftLtz. 

( 2 ) b Ffl$W^^^*5(tl>Cx26<7)RNA 

Hi^lCCx26^b h<^Stcj3V^TlB#*iESiW-**»if 3 
*M^4/Sftfc. bhfl$W\WSaS (SCO T-OCx26<r) 
mRNAOf&SSrtig^. 2 3AOSCCOlf (1 U W 

^T<!0i&^T*Mffl(i0T'S>o^. TfciVNffitC 
SO'V^T. ««*30«S, •®|g^l¥(T2N0; n=ll), 4> 
$K^S¥(T2N1; n=4). Slg^S¥(T2N2; n=8)t7>tt^. H 
S&eoJffifca^ttffiL^RNA*, y-fy7 , n 7 b 
tCi^TSIWU^ (17) . Slg#Sf^-rS8O0^ 
— X4"20<7)^--XtCi3^T. ^¥^Cx26c7)mRNAO^ 

Cx26<7)mRNA3%5i4(i s F10«Wafc:tJ»tSfBR»J: 9 *>fS 
fritz. 
[0034] 
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-9Ttfe4»S<l&3^^2 6tf«S£$Stt£&»r4 [0035] 

SEQUENCE LISTING 
<110> Medical & Biological Laboratories co. , Ltd. 

<120> Method for Testing Cancer Metastasis Ability, and Screening of Dru 

g for Inhibiting of Cancer Metastasis. 

<130> M3-105 

<140> 

<141> 

<160> 4 

<170> Patentln Ver. 2.0 

<210> 1 

<211> 2311 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (199) . . (876) 

<400> 1 

gatttaatcc tatgacaaac taagttggtt ctgtcttcac ctgttttggt gaggttgtgt 60 
aagagttggt gtttgctcag gaagagattt aagcatgctt gcttacccag actcagagaa 120 
gtctccctgt tctgtcctag ctatgttcct gtgttgtgtg cattcgtctt ttccagagca 180 
aaccgcccag agtagaag atg gat tgg ggc acg ctg cag acg ate ctg ggg 231 
Met Asp Trp Gly Thr Leu Gin Thr He Leu Gly 
15 10 
ggt gtg aac aaa cac tec acc age att gga aag ate tgg etc ace gtc 279 
Gly Val Asn Lys His Ser Thr Ser He Gly Lys He Trp Leu Thr Val 

15 20 25 

etc ttc att ttt cgc att atg ate etc gtt gtg get gca aag gag gtg 327 
Leu Phe He Phe Arg He Met He Leu Val Val Ala Ala Lys Glu Val 

30 35 40 

tgg gga gat gag cag gec gac ttt gtc tgc aac acc ctg cag cca ggc 375 
Trp Gly Asp Glu Gin Ala Asp Phe Val Cys Asn Thr Leu Gin Pro Gly 

45 50 55 

tgc aag aac gtg tgc tac gat cac tac ttc ccc ate tec cac ate egg 423 
Cys Lys Asn Val Cys Tyr Asp His Tyr Phe Pro He Ser His He Arg 
60 65 70 75 

eta tgg gec ctg cag ctg ate ttc gtg tec age cca gcg etc eta gtg 471 



(10) B2001 



-17184 (P2001 



-1 7 184A) 



Leu Trp Ala Leu Gin Leu He Phe Val Ser Ser Pro Ala Leu Leu Val 

80 85 90 

gcc atg cac gtg gcc tac egg aga cat gag aag aag agg aag ttc ate 519 

Ala Met His Val Ala Tyr Arg Arg His Glu Lys Lys Arg Lys Phe He 

95 100 105 

aag ggg gag ata aag agt gaa ttt aag gac ate gag gag ate aaa acc 567 

Lys Gly Glu He Lys Ser Glu Phe Lys Asp He Glu Glu He Lys Thr 

110 115 120 

cag aag gtc cgc ate gaa ggc tec ctg tgg tgg acc tac aca age age 615 

Gin Lys Val Arg He Glu Gly Ser Leu Trp Trp Thr Tyr Thr Ser Ser 

125 130 135 

ate ttc ttc egg gtc ate ttc gaa gcc gcc ttc atg tac gtc ttc tat 663 

He Phe Phe Arg Val lie Phe Glu Ala Ala Phe Met Tyr Val Phe Tyr 
140 145 150 155 

gtc atg tac gac ggc ttc tec atg cag egg ctg gtg aag tgc aac gcc 711 

Val Met Tyr Asp Gly Phe Ser Met Gin Arg Leu Val Lys Cys Asn Ala 

160 165 170 

tgg cct tgt ccc aac act gtg gac tgc ttt gtg tec egg ccc acg gag 759 

Trp Pro Cys Pro Asn Thr Val Asp Cys Phe Val Ser Arg Pro Thr Glu 
175 180 185 



aag act gtc ttc aca gtg ttc atg att gca gtg tct gga att tgc ate 807 
Lys Thr Val Phe Thr Val Phe Met He Ala Val Ser Gly He Cys He 

190 195 200 

ctg ctg aat gtc act gaa ttg tgt tat ttg eta att aga tat tgt tct 855 
Leu Leu Asn Val Thr Glu Leu Cys Tyr Leu Leu He Arg Tyr Cys Ser 

205 210 215 

ggg aag tea aaa aag cca gtt taacgcattg cccagttgtt agattaagaa 906 
Gly Lys Ser Lys Lys Pro Val 
220 225 

atagacagca tgagagggat gaggcaaccc gtgetcaget gtcaaggctc agtcgccagc 966 
atttcccaac acaaagattc tgaccttaaa tgcaaccatt tgaaacccct gtaggectea 1026 
ggtgaaactc cagatgccac aatgagctct gctcccctaa agectcaaaa caaaggecta 1086 
attctatgee tgtcttaatt ttctttcact taagttagtt ccactgagac cccaggctgt 1146 
taggggttat tggtgtaagg tactttcata ttttaaacag aggatategg catttgtttc 1206 
tttctctgag gacaagagaa aaaagecagg ttccacagag gacacagaga aggtttgggt 1266 
gtcctcctgg ggttcttttt gccaactttc cccacgttaa aggtgaacat tggttctttc 1326 
atttgetttg gaagttttaa tctctaacag tggacaaagt taccagtgcc ttaaactctg 1386 

ttacactttt tggaagtgaa aactttgtag tatgataggt tattttgatg taaagatgtt 1446 
ctggatacca ttatatgttc cccctgtttc agaggctcag attgtaatat gtaaatggta 1506 
tgtcattege tactatgatt taatttgaaa tatggtcttt tggttatgaa tactttgeag 1566 
cacagctgag agaggctgtc tgttgtattc attgtggtca tagcacctaa caacattgta 1626 
gcctcaatcg agtgagacag actagaagtt cctagttggc ttatgatagc aaatggcctc 1686 
atgtcaaata ttagatgtaa ttttgtgtaa gaaatacaga ctggatgtac caccaactac 1746 
tacctgtaat gaeaggectg tccaacacat ctcccttttc catgctgtgg tagecagcat 1806 
eggaaagaac gctgatttaa agaggtgagc ttgggaattt tattgacaca gtaccattta 1866 
atggggagac aaaaatgggg gecaggggag ggagaagttt ctgtcgttaa aaacgagttt 1926 
ggaaagactg gactctaaat tctgttgatt aaagatgagc tttgtctacc ttcaaaagtt 1986 
tgtttggctt acccccttca gcctccaatt ttttaagtga aaatataact aataacatgt 2046 
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gaaaagaata gaagctaagg tttagataaa tattgagcag atctatagga agattgaacc 2106 
tgaatattgc cattatgctt gacatggttt ccaaaaaatg gtactccaca tacttcagtg 2166 
agggtaagta ttttcctgtt gtcaagaata gcattgtaaa agcattttgt aataataaag 2226 
aatagcttta atgatatgct tgtaactaaa ataattttgt aatgtatcaa atacatttaa 2286 

aacattaaaa tataatctct ataat 2311 
<210> 2 
<211> 226 
<212> PRT 

<213> Homo sapiens 
<400> 2 

Met Asp Trp Gly Thr Leu Gin Thr He Leu Gly Gly Val Asn Lys His 

1 5 10 15 

Ser Thr Ser He Gly Lys He Trp Leu Thr Val Leu Phe He Phe Arg 

20 25 .30 

He Met He Leu Val Val Ala Ala Lys Glu Val Trp Gly Asp Glu Gin 

35 40 45 

Ala Asp Phe Val Cys Asn Thr Leu Gin Pro Gly Cys Lys Asn Val Cys 

50 55 60 

Tyr Asp His Tyr Phe Pro He Ser His He Arg Leu Trp Ala Leu Gin 
65 70 75 80 

Leu He Phe Val Ser Ser Pro Ala Leu Leu Val Ala Met His Val Ala 

85 90 95 

Tyr Arg Arg His Glu Lys Lys Arg Lys Phe He Lys Gly Glu He Lys 

100 105 110 

Ser Glu Phe Lys Asp He Glu Glu He Lys Thr Gin Lys Val Arg He 

115 120 125 

Glu Gly Ser Leu Trp Trp Thr Tyr Thr Ser Ser He Phe Phe Arg Val 

130 135 140 

He Phe Glu Ala Ala Phe Met Tyr Val Phe Tyr Val Met Tyr Asp Gly 
145 150 155 160 

Phe Ser Met Gin Arg Leu Val Lys Cys Asn Ala Trp Pro Cys Pro Asn 

165 170 175 

Thr Val Asp Cys Phe Val Ser Arg Pro Thr Glu Lys Thr Val Phe Thr 

180 185 190 

Val Phe Met He Ala Val Ser Gly He Cys He Leu Leu Asn Val Thr 

195 200 205 

Glu Leu Cys Tyr Leu Leu He Arg Tyr Cys Ser Gly Lys Ser Lys Lys 

210 215 220 

Pro Val 
225 

<210> 3 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificial ly 

Synthesized Primer Sequence 
<400> 3 

gcgaattcag gtgtaaattt accaaaaata 30 



(12) 82 001-17184 (P2001-17 184A) 



<210> 4 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 



<400> 4 

gcgctcgagc acccaagctt tccatcctgg 
CHI ] F10fcJ;t/BL6ifflfla^*3{tSCx26^31K;USr 

(a) Cx26. Cx32. Cx43. Cx37. *Sj:trt*4O05ie¥£*ft 

(b) F10*JJ:lffiL6«BBafc:*Jtt&Cx26^W«^*^5SH 
SrScf . faCx26fit#:{±. i^kDa^/ V— Cx26*>v<? 

ms&frt>mzztuz cto^jt) . 

[02] dL*iWtll*&jftt&M^*7.k H fcitf 

&£Scr0. (420^mSr^-r„ 

(a) 4B$n33L FlOtliB CfeT^it) fciWiBLfiHUBl 

jfi^Cx26Sr^LTV^. 

(b) BCECFTgMSL^Floaeiia (3E?)^JO JbSMfcJBL 

6iiina (*<o^jt) fejBi*rtft«wncWrvt. fttg»{44 

BflSlftfcJTflJD. «3K»«ffaroK*ff-3fe. BCECFO 

( c ) £%2£>2b$ish£ ( ±.&<Difu ) k mmt ( TS 

[03] ^•yrfe-&rv-fe-f^Bi*S:4fc»fej5 r 9 
•7 . *«fStBH*W*4«H8I-CBCECF-C«i(l LfcsNBH&50(Hi# 

ft. /N'-(im^H5r^-r. *{±. Fl0«#>£>#ftffi 
hitlSL t fo&z «k £p<0. 01 £ iprt. 

[04 ] ^*BBS^^a^BCECFT"SitL^$fflflah 



30 



(S*)^*) tliillt. A-Mt20/z« 

(a) BCECFtflHB LfeFlOMJBfc CO±ttg«^^mS:^ 

mit. &®mmmtx'i>m<wim2titz. 

(b) BCECFlWILfcBL6iHIIlBk^*t&«**r. BL6SNB . 

•r) . 

[05] Cx26 M4E&^<OSft8^aJK&r@ll&£ 

ttzmmxamLtzk^iz, Bx-fimtuzum^u-- 
oates**-. moms. bMmtti. f-txtim-v 

[H6] cx26 mmrnmmmco^mm^mm^-tmwi 
m.mmw®.*K-tm. nornm . bl6,« 

(tt»Rtf>^Jt) -?"tLtCF10-Cx26WT-lW (TS«?X) 
[07] b r- jffi/NNU&l6tC:l3 If &3**zsy 2 6 mRNAO 

i^n±s ^ti-^ti<r>mi>zm^x3^j^— nzftm l 

fz. F10«i3«tt/BL6aBSa^4»#^RNAi,7'n>y r- t 
fc. RNA*{4, GAPDHra-y-CS^-fbL/i. 4Wttf»*i3 
±c7);gjg(iW. ; M. £{0 ; P. fcfcLfc. 
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[023 

F10 
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[®3] 

5ooaagaafc y w£«aifc td y& -oo UP i i ng ^ st- jibs* 

0 5 10 15 20 25 



610 
BL6 


t 1 1 II 

1 


1—4* 


FlC-Cx2^ r -l 


1— 1* 




1 1* 


P10-C3r26C«P 


1 




Pie-Cx26W*< 








1 




F1C-Ce32WT-1 








1 




8L6-Cx26"«w 1 


] 




8L6-Cjs26W*w 2 


0 





[04] 
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CH5 ] 



mm (ms) 



I 



300 



h-C 



200 
I 



100 
r 



K 
h-C 



m 
h: 
h-c 

HZ 
h-C 



10 
— 1— 



I 



Fit 

HL6 

F10-Cr3ZWT-2 



!IH 



i 

GH 
•IH 



1 ^ 

2 GH 



20 30 



40 



SO 

L 



: — i* 



[H6] 



F10 



6L6 





<- J 



F10-Cx26 



WT 



[07] 



W 



ir 



T2N0 T2N1 T2N2 

9 i 1 •• i r- — " — - 

M PWM P W 



innm 



r 



ir 



M P 
•' "II ■'. 



i » 



H 3 C. 



/ 



0 



(CHJm 



(CHJn NRX 
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Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 

□ FADED TEXT OR DRAWING 

□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: . 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 
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